Wehave reported arohynapenes A and B and compound C as anticoccidial agents, which were produced by Penicillium sp. FO-22951}. Further isolation study from the strain led to the discovery of another active compound named arohynapene D (Fig. 1) . In this paper, (column, YMC pack D-ODS-5, 20 x 250mm; solvent, a linear gradient from 30% CH3CN in 0.05% H3PO4 to 60% CH3CN in 0.05% H3PO4 (0-60minutes) and a linear gradient from 60% CH3CN in 0.05% H3PO4 to 80% CH3CN in 0.05% H3PO4 (60-80minutes) ; UV detection at 275nm; flow rate, 6.0ml/minute). Under these conditions, arohynapene D and compoundC were eluted with retention times at 33.0 and 43.0minutes, respectively.
hynapene D are described. The seed and production media for arohynapene D production were the same as reported previously1}. To obtain enough amount of arohynapene D, a jar fermentation was carried out at 27°C. The 96-hour old cultured broth (20liters) was extracted with 20liters of ethyl acetate. The extracts were dried with Na2SO4and concentrated in vacuo to dryness to yield a brown material (4.78g). The material was applied on an ODScolumn ( To fulfill the molecular formula of arohynapene D, the presence of one hydroxyl group was suggested. The connectivity of proton and carbon atoms was confirmed by the^C^H COSYspectrum as shown in Table 2 . Thê^H COSY spectrum showed the -CH2-CH-CH3-sequence (Fig. 2) . 13C-XH long range couplings of 2J and 3J observed in the HMBC spectra are shown in Fig. 2 , that is, 1) cross peaks from H2-4 {3 2.60) to C-4a (3 carbon because of the 13C chemical shift4). Finally, the structure of arohynapene D was deduced to 6-hydroxy-8-methoxy-3-methylisochroman as shown in Fig. 1 , which was C-5 demethyl compound C1>3).
The in vitro anticoccidial activity2* of arohynapene D is summarized in Table 3 . Arohynapene D showed anticoccidial activity at a concentration 0.51 /zm. Arohynapene D showed no antimicrobial activity in vitro (l mg/ml).
